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1. MICI IIX NUSSr:N2CWJvlO, hereby declare and slate that: 

L I oin a llowartl Hughes luvcsligaior, Shcnnan FairchUd Professor and Senior 
Physjciaii at Rockclcllcr University ha«i»g rccelycil my Ph.D. degree from the Rockefeller 
University in 1 98 1 an<l my M.I ). dcga^c frati New York University in 1 982. 1 received 
(losldocloral medical ami scientific training at Harvard University. My full cuiriculum vitac 
is attaclicd hereto as Exliibil A. > ! ■ ■■ 

2. My princlpai area of riyseorch U In Tnimunology and among otiicr positions 1 servo 
as reviewed in niimcroiis fimdiii^ agencies of many countries, including the National Instllulo 
of I ivaJUi, Mnrch of Dimcjs. Dana Foundation. 1 also have served as rovicwcr for numerous 
scientific journals, and 1 nm the liditor of the Journal of Experimental Medicine and the 
Joiiirnal of Immunologic Methods. 

3. Ill ilio course of niy activities, I have been listed as inventor on several patent 
npplicolions. including the ono nolcd^l)o^c entitled "I?NI I ANCED ANTIGEN DELIVERY 
AND MOnULAllON OF TlUi IMMU>iE UfiSPONSE TflEREI-ROM". having U.S. Serial 
Number 09/925.2S4, which is a continiiali6n-in-part of U.S. application Serial Number 
09/586,70-l. died on June S. 2000, which is a continuation of U.S. Serial Number 08/381, 
5i«, nied on Janujiry 31. 1995. now abandoned. 



4. 1 have rcvic^vcd the disclosiiro of the present application, with particular emphasis 
llio support in tlic application m flled for the preparation and generation of antibodies 
aftftinst human and mouse DnC-203 pi-otcins. 

5. The present application claims a method of enhancing the dcvciopnienl of 
tolerance to n pro-sclcclcd nnil^cn for whicii tolerance is desired in a mammal comprising 
cx|K>sinB vivo or in vivo dendritic cells from said nianiinal to a conjugate comprising said 
pre>sclcclcd antigen covaleiilly bound to an anti-human plX:-20S antibody or an anli-murinc 
DI;C-205 antibody liuU blnd^ to buinan pUC-lOS under coiulitions that promote dendrilic 
ceil quiescence. Kloire partical4rty. tho prc-selectc() anrlgen is selected froin the group 
consistliig of dUcfgcns, nutoantigcns aiul antigens participating in ailografl rejlMlion. *nie 
liun)an DrC-203 paMcin Iks a cnrboxy lei^mina! and anilno teiminal amino acid sequence as 
disclosed in the jwrcnt application, U.S. Serial Number 09/586.704, filed on June 5,2000, as 
SfiQ II) NOs.: 1 and 2, respectively. FurUK'miorc. ns noted in the parent application USSN 
09/586,704, the first 19 amino ocid residues of the amino tcnninal human DEC:-205 protein 
(dc<«ignrtted as SHQ ID NO: 13 in the parent applicnlion) were used to generate antibodies 
that resided with human D12C-205! The sequences from the parent application have npw 
boon iricluifcd in the sequence tisting lbr the present application and are designated as Sl'.Q 
II) NO: 7 for the carboxy lcfnih»ai, Sf-:^^' if) NO: 8 for the amino terminal, and SHQ ID NO: 9 
for tho first 10 amino acids of the amino tcnninal usijd for antibody generation. 

6. ilw subject matter ohhc piesc"! application was based on work perfomied In my 
K^horattny, whereby the humnn nf!Gr265 molecule was cloned and expressed (Quo, M.. 
Gont!. S.. Marie, S., MIsulovin, Z., Pack, M., Malinkc, K., Nusscn/wcig, M.C. & Stciiiman, 
U.; (2000), A monoclonal wuibixiy U) lite 1)EC.205 cndocytosls human dendritic 
cells, 7/w/MfMi rmiHniwlogy 6l;729-73}i)} Antl-himnii Dl-^ antibodies were then 
prepared by imnuml/ing nnimais with' jliic first 19 amino acid residues from the N terminal 
frojiawni of tjio cloned human I>liC-205 protein. 

7. to summarize briefly, ilic cloning of human l)|.'C-205 was done through use of a 
cDNA li ngmcnt of the 3' portion of mouse imC-lOS . This was used to screen a human 
lymphocyte and thymus cDNA lilirary using standard procedures known to those skilled in 
Ihn art. In p;irticulaf, the oDNA fragment of mouse DRC-205 was used to screen a human 
lymphocyte matchmaker cDNA library (liBV-transformed human peripheral blood U 
lympiiocylos) and a human Ihyimis 5'-slretch plus cDNA libi-ary in aOgtlO vector (Clontcch 
l ^nborntorlcs, Palo Alto, OA, USA). Positive clones were idenlincd by DNA sequencing on 



boili siraiids using Seqiiciusc (United Stale IMocheinical, Cleveland, OH, USA), or the dye 
(lelotmlnatur kit (l»R Applied lilosystcms. Foster City, CA, USA) and automated scciucncing 
(Appplccd niosyslcniJi model 371). Tlic human cDNAs were expressed in pEF-BOS 
inotlificil to carry a 3' human Fo fragment that was in frame with the insert. I)nC-205 lender, 
Cft domain, and Fnll domains were amplified from plasmids by PCR using 5' MG3I prhiiors 
and 3' MCi35 primers. The 3' -- primer contains a Spcl site, while the 3' - primer contains a 
Not site and code^ for PR R at the Junction point of DGC'205 and the Fc tag. The human 
f)|:C-205 Fc fusion protein was proddccd by transiently transfecting 293 cells using calcium 
phosphate mediated g«ie transfer. Tlie flis^ was purified on protein A sepharosc 

and was then used io inject mlco. Folio\yiiig several booster Injections, the scrum was tested 
for antibodies tlwl rencttxl wilti the (?R-i'nil domain of the human I)liC-205 molecule using 
Western blot procedures. A Aerwards,' llfic spleens werb harvested from those animals showing 
a \mh\vc reaction and were fused with Sj'i'O cells. The supcmatants were screcncti by 
fvLISA. dot blot, thymus tissue staining and FACS analysis. Cell clones that secreted anti- 
iHinm nf:f.:-205 antibodies were tunhcr suklone^^ 

8. riic pn^it application teaches methods for inducing tolerance by conjugating an 
ortlliieh to a bl!C-205 antibody for iargcting to thc pte-iOS receptor on specific cells, sucli 
ns dendritic cclLs, umler conditions iiiaVpromotc dendritic cell quiescence. 'ITio antibodies 
lhat read with Ihc |)^X'-205 protcini"in particuhir, theanli-h antibodies, were 

prepared usiay tlio first 19 amino aclcf ^Wucs from tho amino terminal end of the cloned 
liuinnn nix:.205 protein, as described ill ihc panint^a^^ 

09/586,7W, and furlhcr altwted to iii this declaration. Ilius, it is my belief that the disclosure 
of tlie present application provides surttcicnt writtai descriptlon for a person skilled In the art 
lo prc|we such antibodies that react witili i)EC-265 protein as presently claimed. 

1 hereby declare thnt all statcmWiis 'inade herein of niy own knowledge are true and 
tlifU all sirttemenLs made ou Informalion 'and belief arc believed lo be true; and further, that 
these stfltemeiils were made willi the knowledge that willful false statements and the like so 
made arc puni.shable by line or impvisoiimcnt, or both, under Title 18 of the U.S. Code, 
Section lOOl. and that such willful false statements may jeopardize the validity of this 
njvplic^tlon or any patent issuing ilicrebij. 
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